. Extracellular anti-Wg staining is specific. Note the difference between wild type (w 1118 ) and wg heterozygote (w 1118 ; wg CX4 /CyO). Arrows denote Wg staining near cap cells. Bar, 20 µm. Figure S2 . Assessment of Wg activity-reporter candidates in the germaria. (A and B) fz3-RFP responds to gain and loss of Wg signaling activity. fz3-RFP levels were reduced by the escort cell expression of GFP-tagged Axn (w C587 Gal4/w; fz3-RFP/UAS-Axn-GFP), a negative regulator of the Wg pathway. Residual activity was observed in cap cells (arrows) and two escort cells (A, arrowheads) . In contrast, fz3-RFP levels were elevated when Wg signaling activity was increased by escort cell overexpression of arm S10 , a constitutively active form of arm (B; w C587 Gal4/y 1 w 1118 UAS-Arm S10 ; fz3-RFP/+). Control genotype: w C587 Gal4/w 1118 ; fz3-RFP/+. (C) Anti-Distalless (Dll; 1:200, a gift from I. Duncan, Washington University, St Louis, MO), a long-range Wg signaling reporter in the wing disc (Neumann and Cohen, 1997; Zecca et al., 1996) , did not show specific staining pattern in wild-type germarium (w 1118 ). (D and E) Anti-Achaete (D; 1:5; DSHB; Couso et al., 1994) or anti-Senseless (E; Sens, 1:1,000; a gift from H. Bellen, Baylor College of Medicine, Houston, TX; Nolo et al., 2000) , two short-range Wg reporters in the wing disc, exhibited patterns that did not respond to overexpression of arm S10 (y 1 w 1118 UAS-Arm S10 /w; ptcGal4/+; tubGal80 ts /+), which suggests that the staining observed was probably nonspecific. Control genotype: w; ptcGal4/+; tubGal80 ts /+. (F) SIXTH-lacZ expresses lacZ downstream of six copies of TCF-helper sites and is a Wg activity reporter in embryos and eye discs (Chang et al., 2008b) . In the germarium, SIXTH-lacZ signal was only found in terminal filament cells (arrowheads). (G and H) Notum-lacZ (Liu et al., 2008) and nkd-lacZ (Chang et al., 2008a) , two reporters expressing lacZ downstream of the regulatory sequences of Wg feedback antagonists Notum and naked cuticle (nkd), respectively, showed variable patterns in escort cells and FSCs (arrows). LacZ reporters in F-H are gifts of K. Cadigan (University of Michigan, Ann Arbor, MI). C-H have the same magnification. Bars, 20 µm. 
